shows the results of staining the same protein extracts with two different antibodies, one specific for Akt and one specific for P-Akt. The Westernblot xperiment was performed using the same nitrocellulose membrane, that was cut before incubation with the antibodies. Figure 6b shows the densitometric quantification of the bands seen with Act and P-Act antibody. The results are displayed as fold change in the relative amount of P-Akt versus Akt (ratio of the densitometric quantification of the bands seen with P-AKt antibody to Akt; the densitometric data were normalized to the amount of protein in the lanes of the blot) which was normalized to the relative amount of P-Akt over Akt in the control (CPL), which was set to 1. The statistics for quantification provided in the figure is based on densitometric analysis of Western blots from three independent experiments.
The Westernblot experiment shown in in Figure 6a was performed by loading two halves of a Biorad stain-free SDS-PAGE gel with the same samples. Following electrophoresis, the gel was blotted to membrane, imaged under UV light, and cut into the two halves: The left half and the right half of the filter were then incubated separately with antibodies for the specific detection of Akt and P-Akt, respectively, and developed for luminescent detection:
To verify the molecular size of the detected Akt and P-Akt bands, the stain-free and immunoblot images were merged: to co-visualize the Akt / P-Akt bands with the size marker (next page):
The two additional replicate experiments (Experiment 2 and Experiment 3) were combined. Here samples from the second experiment and the third experiment were each combined in two stain free SDS-PAGE gels of which one was incubated with anti Akt antibody and second was incubated with anti-P-Akt antibody.
